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Enantioselective conjugate addition to nitroolefins
catalysed by helical peptides with a single remote
stereogenic centref
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Two short pentapeptides rich in a-aminoisobutyric acid (Aib) residues have been shown to act as enantio-
selective organocatalysts for the conjugate addition of nucleophiles to nitroolefins. An L-alanine termi-
nated peptide, (Aib)4(L-Ala)NHBu, which has neither functionalised sidechains nor a highly designed reac-
tive site, used an exposed N-terminal primary amine and the amide bonds of the backbone to mediate
catalysis. Folding of this peptide into a 310 helical structure was observed by crystallography. Folding into a
helix relays the conformational preference of the chiral alanine residue at the C-terminus to the primary
amine at the N-terminus, 0.9 nm distant. The chiral environment and defined shape produced by the 339
helix brings the amine site into proximity to two exposed amide NHs. Reaction scope studies implied that
the amine acts as a Bronsted base and the solvent-exposed NH groups of the helix, shown to weakly bind
B-nitrostyrene, are needed to obtain an enantiomeric excess.
p-phenylalanine gave (Aib)4(0-Phe)NH'Bu, a peptide that now catalysed the benchmark reaction with the

Replacement of L-alanine with

opposite enantioselectivity. These studies show how achiral residues can play a key role in enantio-
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Introduction

Catalysis by amino acids and short peptides has been pro-
posed to be important for the prebiotic production of bio-
molecules.’ Catalytic peptides often use reactive sidechains to
mediate reactivity, like those present in histidine and serine.
Nonetheless, peptides composed of residues with simple alkyl
sidechains, such as alanine, leucine, valine and a-amino-iso-
butyric acid (Aib), can mediate catalysis through their amine
and carboxylate termini, as well as the amide backbone.”
Enantioselectivity during catalysis is another important
outcome in a proposed prebiotic world. For chiral proteino-
genic amino acids and their simple derivatives, the a-amine is
available to stereoselectively catalyse reactions, with proline
and the primary amino acids shown to act as stereoselective
organocatalysts for aldol reactions.>” In peptides, any reactive
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selective catalysis by peptides through the promotion of folding.

sidechains of proteinogenic residues will also have adjacent
stereogenic centres, which may make any catalysis enantio-
selective.” Even in the absence of reactive sidechains, peptides
with a chiral primary amino acid residue at the N-terminus
can act as enantioselective primary amine catalysts, e.g. small
di- to tetra-peptides are reported to catalyse asymmetric inter-
molecular aldol reactions in aqueous media with high asym-
metric induction.>””®° Some enzymes also use primary
amines as catalytic groups, for example lysine residues in type
I aldolases,'® with enantioselectivity arising from the shape of
the active site.

The folding that forms the active site of enzymes can be
replicated by peptides adopting different secondary structures.
Turn motifs are one example, with tetrapeptides folded into
B-turn motifs shown to catalyse aldol reactions,"'™ as have
peptides containing a y-turn.'* Similarly, o-helical structures,
such as those formed by polyleucines,"® have been shown to
act as enantioselective catalysts for aldol reactions'® and conju-
gate additions."” Non-natural secondary structures are avail-
able to folded oligomers (foldamers). Foldamers, which repli-
cate the folding of natural peptides and proteins, have been
shown to act as organocatalysts.'®*>° Formation of a chiral sec-
ondary structure by a foldamer can provide a source of
enantioselectivity for an asymmetric transformation, in the
place of a stereogenic centre close to the reactive site.'®*!

This journal is © The Royal Society of Chemistry 2023
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In natural proteins and peptides, the 3, helix is a less
common secondary structure than the a helix**> and there are
few reports of 31, helical peptides acting as organocatalysts.*
However some non-proteinogenic quaternary residues like Aib
can favour the adoption of this structure. Peptides with at least
four Aib residues can fold into 3;, helices that are stabilised by
at least one intramolecular hydrogen bond.** Since the Aib
residue is achiral, a racemic mixture of right- (P) or left- (M)
handed screw-senses is formed; these rapidly interconvert at
room temperature in solution. However, attaching a chiral
group either covalently®® or non-covalently*® to one terminus
creates a relay of chiral conformations that propagate down
the peptide body to the other terminus, leading to one screw-
sense becoming favoured over the other.”” For example,
Clayden and co-workers have shown that a single r-alanine
residue at the C-terminus can produce a significant enhance-
ment in the proportion of P helix (P: M of 88:12).>® Other
L-amino acid residues at the C-terminus were found to produce
a similar excess of P helix, including r-valine, L-tert-leucine and
L-phenylalanine (P:M of 86:14, 83:17 and 85:15 respect-
ively). Terminating with an N-(tert-butyl) amide gave strong
helical induction across several chiral peptides, although only
small differences were found between r-Ala containing pep-
tides with Me and ‘Bu secondary amide termini. The type of
C-terminal capping group strongly affected the P: M ratio, with
a r-alanine #Bu ester C-terminus favouring the opposite, M,
helical sense.?® In each case, the 3;, helical structure of the
peptide produces a chiral conformation at the N-terminus
despite the stereogenic centre itself being remote from this
site.

Clayden and co-workers have used this C- to N-terminus
chiral relay to show remote stereocontrol over an organocataly-
tic site. Combining an amine site and strong hydrogen bond
donor (e.g. urea and thiourea) has provided enantioselective
organocatalysts for Michael additions to nitroolefins,>*>! so
they functionalised an (Aib),(i-Ala)NH'Pr pentapeptide at the
N-terminus with thiourea and a secondary amine. The best
compound enantioselectively catalysed the conjugate addition
of dimethyl malonate to p-nitrostyrene, providing the R isomer
as the major product in up to 64% ee.*?

Both motifs thought to be needed to catalyse conjugate
additions, amines and exposed hydrogen bond donors, should
be present in even a simple 3,4 helical peptide. The peptide
Aib,(1-Ala)NHBu 1 would be one such potentially bifunctional
organocatalyst (Fig. 1). This peptide is designed to have the
primary amine of the N-terminal Aib as a sterically congested
Bronsted base/H bond acceptor with chirality imparted by the
310 helix; this amine also has the potential to form imines or
enamines. The solvent-exposed NH groups of the first two Aib
residues could activate electrophiles, even in the absence of a
highly designed hydrogen bond donor site. All sites might
control the spatial positioning of reactants, with transfer of
helix chirality to the conjugate addition transition state provid-
ing enantioselectivity. Simple peptides like 1, which are poten-
tially accessible in a prebiotic world, could show how chirality
can be relayed in a molecular environment dominated by

This journal is © The Royal Society of Chemistry 2023
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Fig.1 (a) Peptides 1 to 5 for application as organocatalysts.
(b) Proposed bifunctional organocatalyst peptide 1 that incorporates a
primary amine (green) and hydrogen bond donor sites (blue) on a helical
scaffold, with overall chirality controlled by a C-terminal L-alanine
residue (red).

achiral groups. Herein we assess the ability of unfunctiona-
lised 340 helical peptides with a single stereogenic centre,
which is remote from the reactive site, to act as enantio-
selective catalysts for conjugate additions.

Results and discussion

Peptides 1 and 3 and control peptides 2 and 5 were synthesised
through modifications of published conditions.******* Tetrameric
Aib foldamer N3Aib,OH was synthesised®® and ligated to either
AibNHBu, 1-AlaNH'Bu or p-PheNH’Bu, using EDC-HCI as coup-
ling agent to give the corresponding peptides with azide at the
N-terminus (Scheme 1). The reduction of the azido groups to
the corresponding primary amines 1, 2 and 5 was performed by
hydrogenation using palladium on carbon. To investigate the
effect of increasing the distance between the stereogenic centre
and the reactive site, nonamer (Aib)g(1-Ala)NH'Bu 3 was syn-
thesised in 21% yield by first coupling the tetramer N3;Aib,OH
and pentamer 1 using EDC-HCI, followed by hydrogenation of
the resulting peptide 7 in the presence of palladium on carbon
(Scheme 1a). The analogue shorter than 1, dipeptide 4, was syn-
thesised by coupling together the respective Aib and (i-Ala)'Bu
monomers followed by hydrogenation (Scheme 1b).

Both (Aib),(1-Ala)NH'Bu and (Aib),(1-Phe)NH'Bu cores have
been reported to favour the P helical screw-sense. Clayden and
co-workers measured the “helical excess” (he, defined as ([P] —
MD/([P] + [M])****® for the peptides CbzAib*Aib,(1-Xxx)
NH'Bu, where Aib* is a spectroscopic “reporter” of he***® For
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Scheme 1 (a) Synthesis of peptides 1, 2, 3 and 5. Conditions: a.

EDC-HCl (1.5 equiv.), DIPEA (1.5 equiv.), CH,Cl,, 20 °C, 4 h, then
AIbNHBuU (1 equiv.), CH3CN, 82 °C, 3 days; b. Pd/C, EtOH, H,, 20 °C, 1
day; c. EDC-HCI (1.5 equiv.), DIPEA (1.5 equiv.), CH,Cl,, 20 °C, 4 h, then
(L-Ala)NH'Bu (1 equiv.), CHzCN, 82 °C, 3 days; d. EDC-HCL (1.5 equiv.),
DIPEA (1.5 equiv.), CH,Cl,, 20 °C, 4 h, then peptide 1 (1 equiv.), CH3CN,
82 °C, 7 days; e. EDC-HCI (1.1 equiv.), HOBt (1.3 equiv.), DIPEA (2 equiv.),
CH,Cly, 20 °C, 0.5 h, then (p-Phe)NH'Bu (1 equiv.), CH,Cl,, 20 °C, 2 days.
(b) Synthesis of compound 4. Conditions: f. EDC-HCI (1.5 equiv.), DIPEA
(1.5 equiv.), CH,Cl,, 20 °C, 0.5 h, then (L-Ala)NH'Bu (1 equiv.), CHzCN,
20 °C, 3 days; b. Pd/C, EtOH, H,, 20 °C, 1 day.

Xxx = Ala, he = +75% and the P: M helical ratio, hr, was 88: 12.
For Xxx = Phe, the respective values are he = +70% and hr =
85 :15;?® the latter values will be inverted for p-Phe, the chiral
residue in peptide 5.

The '"H NMR spectra of 1, 2, 3 and 5 confirm that penta-
mers 1, 5 and nonamer 3 have an he. The methyl group reso-
nances of the Aib residues in 1, 3 and 5 are anisochronous
whereas for the achiral foldamer 2 these methyl group reso-
nances average on the "H NMR timescale to appear isochro-
nous; only an he = 0 can give isochronous resonances.

Circular dichroism (CD) measurements showed a negative
band at the diagnostic wavelength of 205 nm for peptides
Aib,(1-Ala)NHtBu 1 and Aibg(r-Ala)NHtBu 3, which is consist-
ent with the reported excess of P 31, helicity (ESI Fig. S17).>®
This CD signal is stronger for the longer peptide 3, commensu-
rate with the increased number of residues in this peptide.
The achiral peptide AibsNHtBu 2 gave no CD signal as
expected and peptide 5 was not assayed as it has a chromopho-
ric sidechain. The infrared spectra of 1 and 3 in the solid state
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show the respective amide I bands at 1644 cm™' and
1657 cm™ ', The latter is close to the range expected for a 34,
helix (1662-1666 cm™') whereas the former suggests a signifi-
cant amount of other conformations are present.>*

Solid state structure of foldamer 1

Crystals of (Aib),(1-Ala)NHBu 1 suitable for crystallographic
structure determination were obtained by slow evaporation
from acetonitrile. The solid-state structure shows 1 is present
in two different conformations in the unit cell (Fig. 2). Both
conformations show distorted 3;, helical structures, but one
has an M helical screw-sense and the other has a P helical
screw-sense. The observation of both screw-senses in the unit
cell shows that favourable interactions between these pseudo-
enantiomeric peptide conformations in the unit cell are
greater than the energetic penalty for a mismatch between the
conformational preference of the 1-Ala residue and an M
helical sense. Examples of crystal packing forces counteracting
the helical preference of an N-terminal chiral group are
reported. This can include the adoption of both helical screw-
senses in the unit cell,>* as seen for 1, as well as the adoption
of the reverse screw-sense in the solid state compared to in
solution.?”

Three intramolecular 7 + 3 hydrogen bonds are present in
each conformer; between the C=0 of the first Aib and the NH
of the fourth Aib, the C=0 of the second Aib and the NH of
the Ala, and the C=O of the third Aib and the terminal
NH'Bu. This hydrogen bonding pattern leaves two amide NH
groups available to external hydrogen bond acceptors. In both
conformations, the N-terminal primary amine group is in a
chiral environment created by the helical conformation.

Peptide 1 co-crystallised with two molecules of water, each
bound to different conformer. Each water forms a hydrogen
bond between oxygen and the NH of the third Aib. For the M

Fig. 2 (a)-(d) Crystallographic structures showing the two diastereo-
meric conformations adopted by 1 in the unit cell. P helical diastereomer
in (a) longitudinal and (b) axial view. M helical diastereomer in (c) longi-
tudinal and (d) axial view. Dashed lines show hydrogen bonds. Water
molecules of solvation are shown in the longitudinal views. C atoms are
shown in grey, N in light blue, O in red. The H atoms of the CHz groups
have been removed for clarity.

This journal is © The Royal Society of Chemistry 2023
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helical conformer, this is part of a bifurcated hydrogen bond
that includes an NH of the amine (N---O distances of 2.924 A
and 3.168 A respectively, Fig. 2c and ESI Fig. S106%). This
bifurcated geometry is not present for the P helical conformer,
with the NH of the amine too far to effectively hydrogen bond
to the water molecule (N---O distance of 3.597 A, see ESI
Fig. $1071). This water instead adopts an end-on orientation
relative to the amide NH of the third Aib (N---O distance of
2.896 A, Fig. 2a). The presence of this bound water in the unit
cell illustrates the ability of these NH groups to form inter-
molecular hydrogen bonds to reagents with hydrogen bond
acceptor properties. The proximity between these free amide
NH groups and the amine also illustrates the potential of 1 to
act as a bifunctional catalyst.

Catalysis of conjugate additions to p-nitrostyrene

B-Nitrostyrene ((E)-(2-nitrovinyl)benzene) 8 has been widely
used as an electrophile for screening catalysts of enantio-
selective conjugate additions.?® Le Bailly et al. showed AibjAla
peptides functionalised with Takemoto’s designed ami-
nothiourea catalysts**” could catalyse dimethyl malonate
addition to p-nitrostyrene 8 in up to 64% ee.>” The diastereo-
and enantioselective addition of 1-methyl-2-oxocyclopentane-
carboxylate 9 to p-nitrostyrene 8 to give the stereoisomers of
methyl 1-(2"-nitro-1-phenylethyl)-2-oxocyclopentane-1-carboxy-
late 10 has been well characterised (Scheme 2).*° This reaction
was therefore selected as a benchmark for evaluating the cata-
lytic efficacy of 1.

Conversions and diastereomeric ratios were determined by
"H NMR spectroscopy of the crude reaction mixtures in CDCl,
(Fig. 3a and b). In the absence of catalyst, the reaction between
8 (154 mM) and 9 (3.5 eq., 539 mM) proceeded slowly,
reaching 58% conversion after 6 days, with a diastereomeric

o o
Ph =~
\/\N02 + MOMS
8 9 (3.5 equiv)
conditions

(0] (0]
OMe
. NO2

10b

OMe

OMe

pi  NO2 NO,

10c

10d

Scheme 2 Stereoisomers of methyl 1-(2'-nitro-1'-phenylethyl)-2-oxo-
cyclopentane-1-carboxylate 10a—10d produced by the addition of
1-methyl-2-oxocyclopentanecarboxylate 9 to p-nitrostyrene 8.

This journal is © The Royal Society of Chemistry 2023
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Fig. 3 Reaction of 9 with 8 in CDCl; at ambient temperature catalysed
by 1. (a) Conversion determined by integration of *H NMR signals moni-
toring the disappearance of nitroalkene CHNO, signal at 7.9 ppm and
the appearance of CH,NO, signals at 4 ppm and 5.0-5.2 ppm. (b)
Diastereomeric ratio (major: blue circles, minor: red circles) determined
by integration of H NMR signals of the CH,NO, moiety. (c)
Enantiomeric excess determined by integration of the HPLC chromato-
gram. HPLC chiralcel OD-H column, hexane/i-PrOH (80 : 20), flow rate

1220 nm; minor diastereomer: (red circles) 10b =

1.0 mL min™,
9.064 min, 10d = 12.85 min, ee = 58%; major diastereomer: (blue

circles) 10a = 10.39 min, 10c = 15.35 min, ee = 54%. Diastereomeric
ratio: 92: 8.

ratio of 77:23. The presence of catalyst (Aib),(L-Ala)NH'Bu 1
(20 mol%, 31.2 mM) increased the reaction rate to give full
conversion after 5 days, with the diastereomeric ratio increas-
ing to a value of 96 : 4.

The relative configuration of the product mixture 10 was
determined by chiral phase HPLC on adducts pre-purified by
silica gel chromatography, followed by comparison with litera-
ture data.’® This analysis showed an enantiomeric excess in
each diastereomer, with ee = +54% for the major diastereomer
(major) and +58% for the minor diastereomer (minor); isomer
10a, methyl (S)-1-((R)-2"-nitro-1-phenylethyl)-2-oxocyclopen-
tane-1-carboxylate, was the major product. The observation of
a 54% ee confirms involvement of 1 in this reaction and is
remarkably close to the best ee (64%) reported by Clayden and

Org. Biomol. Chem., 2023, 21, 9562-9571 | 9565
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co-workers for a highly designed peptide.*” The estimated
+75% he for catalyst 1 (the value for CbzAib*Aib,(r-Ala)
NH'Bu)*® would be anticipated to be the maximum ee value
available. The achiral analogue 2 was also tested under the
same conditions. It also catalysed the reaction but did not
produce an ee in the products (Table 1).

Monitoring the evolution of the enantiomeric excess during
the reaction showed little change from day one to day five (see
the ESIT), indicating that the reaction mixture was not equili-
brating over this time period in the presence of 1. Increasing
the temperature to 40 °C accelerated the reaction, which
reached completion after 2 days, with a small decrease in the
diastereomeric ratio (91:9) but a larger decrease in ee in each
diastereomer (+23% (major)/+9% (minor)).

The relay of chirality from the 1-Ala residue to the environ-
ment around the N-terminal amine should be less efficient
with a greater number of intervening Aib residues.*® To assess
this effect, the benchmark Michael addition of 9 to 8 was per-
formed in the presence of 20 mol% of the nonameric peptide
(Aib)g(i-Ala)NH'Bu 3. The reaction proceeded with good con-
version and a high diastereomeric ratio of 88:12 over the
same period as the reaction catalysed by 1. Significantly lower
enantioselectivity was obtained (+5% (major)/+19% (minor)),
which is lower than might be anticipated given the decay in
relayed helicity from a C-terminus alanine measured by
Clayden and co-workers (e.g. a decrease of 6.1% per Aib
residue for peptides in methanol).*> A shorter peptide, dipep-
tide (Aib)(1-Ala)NHBu 4, was also investigated although this
analogue of 1 is too short to fold into a helical structure.
However, and perhaps due to this lack of folding, dipeptide
(Aib)(1-Ala)NHBu was not soluble in chloroform at the
required concentrations.

The replacement of the i-Ala residue in 1 with p-Phe in
peptide 5 should give a peptide with an excess of M-helical
conformation, with a ratio of approximately 15 : 85 P: M (based
upon the he expected for CbzAib*Aib,(p-Phe)NHBu).?® If the
conformation around the N-terminal catalytic site controls
enantioselectivity, organocatalysis by this control peptide
should produce an ee opposite to that of 1. It would also show
that other chiral residues at the C-terminus can produce an ee,
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with the most important factor the ability of a given residue to
induce an he in the peptide. The benchmark Michael addition
of 9 to 8 was performed in the presence of 20 mol% of peptide
(Aib),(p-Phe)NHBu 5. The reaction proceeded with good con-
version and gave a high diastereomeric ratio of 90:10 over 8
days. Chiral HPLC separation of the product mixture showed
an enantiomeric excess in each diastereomer, with ee = —42%
for the major diastereomer and —1% for the minor diastereo-
mer; isomer 10c, methyl (R)-1-((S)-2"-nitro-1"-phenylethyl)-2-
oxocyclopentane-1-carboxylate, was the major product. This
inversion of enantioselectivity in the major diastereomer con-
firms that it is the conformational preference of the C-terminal
chiral residue that determines enantioselectivity at the
N-terminal reactive site.

To confirm that the primary amine group in each of 1, 2, 3
and 5 is playing an important role in catalysis, the reaction of
9 with 8 was carried out in the presence of N;AibsNHBu 6
(20 mol%), an analogue of 2 deprived of its amino group
(Scheme 1). The reaction at ambient temperature in CDCl; pro-
ceeded with a significantly lower reaction rate, reaching only
26% conversion after six days to give the product mixture with
a lower diastereomeric ratio (65:35), confirming that the
amine group has a role in catalysing the reaction. Similarly,
‘BuNH,, a primary amine with steric hindrance reminiscent of
peptides 1-3 and 5 but without any amide hydrogen bond
donors to activate an electrophile, catalysed the reaction. Full
conversion was observed after 2.5 days with a diastereomeric
ratio of 68:32 in the product, showing the primary amine is
the functionality that contributes most to the rate acceleration.
On the other hand, the significant dr decrease for the reac-
tions catalysed by either 6 or ‘BuNH, suggests that a combi-
nation of primary amine with adjacent hydrogen bond donors
provides the best diastereoselectivity.

In general these reactions proceeded with good yields but
were slow. To increase the reaction rate, catalysis by 1 was per-
formed without solvent, and in an attempt to increase the ee
the temperature was decreased to 0 °C under these conditions.
Full conversion was obtained after 2.5 days to give the adduct
with a diastereomeric ratio of 9:1 and improved enantiomeric
excess values of 69% (magjor) and 14% (minor). Unlike in

Table 1 Stereochemical outcome of the reaction of 8 with 9 under different conditions

Catalyst Isolated yield” (%) Time (days) Conv.? (%) dr® ee? major % (minor %)
None, 20 °C, CDCl, 30° 6 58 77:23 n.a.

‘BuNHS,, 20 °C, CDCl, 88 1 100 68:32 n.a.

1, 20 °C, CDCl; 98 5 100 96:4 +54 (+58)

1, 40 °C, CDCl3 94 2.5 100 91:9 +23 (+9)

2,20 °C, CDCl, 96 6 100 95:5 0 (0)

3, 20 °C, CDCl3 93 5 100 88:12 +5 (+19)

5, 20 °C, CDCl, 95 8 100 90:10 —42 (-1)

6, 20 °C, CDCl; 10 6 26 65:35 0(0)

“Isolated yields after chromatography on silica. ” Conversion determined by integration of the appropriate "H NMR signals in the crude reaction
mixture. ¢ Ratio of diastereomers (dr) measured by integration of the appropriate "H NMR signals in the crude reaction mixture. ¢ Enantiomeric
excesses (ee) were measured by integration of peaks from chiral stationary phase HPLC on the purified product. n.a. = not applicable. A positive
ee value indicates an excess of 10a, values in parentheses are for the minor diastereomer. ° Significantly greater by-product formation.
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chloroform, dipeptide Aib(r-Ala)NH’Bu 4 was soluble in the
absence of solvent. The reaction reached full conversion after 4
days at 0 °C, providing the adducts with a diastereomeric ratio
of 82:18 - lower than obtained using 1 as catalyst - and no
enantiomeric excess was found in the products. Without
solvent, nonameric foldamer 3 was not soluble in the reactants
and this reaction was unsuccessful.

Exploring reaction scope

To examine the scope of conjugate additions catalysed by 1,
different electrophiles and nucleophiles were selected based
upon literature precedent, especially methods for the determi-
nation of product ee (Fig. 4 and ESI, Table S2t). Changing the
B-substituent in the nitroalkene electrophile (Fig. 4a) was

a) by O o 13n=1,R=0Bu
11R=Pr 14n=1,R=Me
. _NO, :
g A 12R = Me R 15n=2 R=OMe
o ]"
c) d) 17 R' = OMe, R2 = OMe
, o o 18 R1=:Vle, R2=Me
Hac J\)J\ 19 R' = Bu, R2 = Me
R1 R2 20 R'=1Bu, R2= OEt

21 R'"=Ph, R2 = OEt
e) NC\/CN 22

Fig. 4
studies.

(a) Electrophiles and (b—e) nucleophiles for substrate screening
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explored first (Table 2). Reaction of 9 with (E)-3-methyl-1-nitro-
but-1-ene 11 gave good conversion (80% after 4 days with cata-
lysis by 1) with a diastereomeric ratio of 99:1, although the
enantiomeric excess was low (ee = +10%). Changing the con-
ditions to 0 °C without solvent, (E)-(1-nitroprop-1-ene) 12
reacted with 9 to give the adducts in a diastereomeric ratio of
89:11, with ee of +28% (major) and +18% (minor); a poorer ee
than that obtained when 8 reacted with 9 under the same con-
ditions. These observations with 11 and 12 suggest that steric
bulk in the electrophile may be important for maintaining the
ee of the catalysed reaction. Reactions with either 1-methyl
pyrrole-2,5-dione*® or 1,1-bis(phenylsulfonyl)ethylene** were
too slow to be explored further.

Nucleophile structure was then varied (Fig. 4b-e and
Table 3) and these compounds reacted with p-nitrostyrene 8.
In general, however, changes to the nucleophile structure did
not improve the ee. Increasing the bulkiness of the ester group
from methyl in 9 to tert-butyl ester in 13 decreased the reaction
rate at ambient temperature in CDCl; (8 days to reach full con-
version) and the diastereomeric ratio (from 96:4 to 81:19).
The ee also decreased to +17% (major) and +5% (minor).
Performing the reaction without solvent at 0 °C only slightly
increased the diastereomeric ratio and enantiomeric excess
(+27% (major), +2% (minor)). Replacing the tert-butoxy ester in
13 with methyl to give diketone 14 restored the reaction rate,
yet the diastereomeric ratio (86:14) and enantiomeric excess
(+18%) of Michael adducts remained low. A larger analogue of
9, cyclohexanone 15, reacted slowly - 25 days to reach full con-

Table 2 Stereochemical outcome of the 1-catalysed reaction of 9 with different electrophiles under different conditions

Electrophile, conditions Isol. yield* (%) Time (days) Conv.” (%) dr® ee? maj. % (min. %)
11, 20 °C, CDCl, 80 4 89 99:1 +10 (0)
12, 0 °C, no solvent 80 5 88 89:11 +28 (+18)

“Isolated yields after chromatography on silica. ” Conversion determined by integration of the appropriate "H NMR signals in the crude reaction
mixture. ¢ Ratio of diastereomers (dr) measured by integration of the appropriate "H NMR signals in the crude reaction mixture. ¢ Enantiomeric
excesses (ee) were measured by integration of peaks from chiral stationary phase HPLC on the purified product. The values in parentheses are
the ee values of the minor diastereomers.

Table 3 Stereochemical outcome of the 1-catalysed reaction of 8 with different nucleophiles under different conditions

Nucleophile, conditions Isol. yield* (%) Time (days) Conv.? (%) dr® ee? maj. % (min. %)
13, 20 °C, CDCl, 50 8 100 81:19 +17 (+5)
13, 0 °C, no solvent 51 10 100 85:15 +27 (+2)
14, 20 °C, CDCl; 70 5 100 86:14 +18 (0)
15, 20 °C, CDCl; 80 25 100 92:8 +16 (+5)
15, 0 °C, no solvent 84 5 100 94:6 +17 (+16)
16, 20 °C, CDCl; 71 25 87 85:15 +18 (+2)
17, 20 °C, CDCl, 91 23 100 n.a. 0

18, 20 °C, CDCl; 67 5 100 n.a. +23

19, 20 °C, CDCl, 79 5 100 79:21 +52 (+44)
20, 20 °C, CDCl; 84 23 100 95:5 +46 (n.d.)
21, 20 °C, CDCl, 94 15 100 55:45 +8 (+9)
22, 20 °C, CDCl; 100 1.5 100 n.a. +2

“Isolated yields after chromatography on silica. ” Conversion determined by integration of the appropriate "H NMR signals in the crude reaction
mixture. © Ratio of diastereomers (dr) measured by integration of the appropriate "H NMR signals in the crude reaction mixture. n.a. = not appli-
cable. ¥ Enantiomeric excesses (ee) were measured by integration of peaks from chiral stationary phase HPLC on the purified product. The values
in parentheses are the ee values of the minor diastereomers. n.d. = not determined.
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version - and in the absence of catalyst the reaction did not
proceed. The diastereomeric ratio (92:8) was similar to that
obtained with 13 and the enantiomeric excesses were similar
(+16% (major), +5% (minor)). Performing the reaction without
solvent and at 0 °C significantly increased the reaction rate,
with full conversion obtained after 5 days, and slightly
increased diastereoselectivity (dr = 94:6) and enantiomeric
excess (+17% (major), +16% (minor)).

Addition of nucleophile 16 to 8 has been reported by Liu
et al.,** so was explored here. At ambient temperature in CDCl,
the uncatalyzed reaction did not proceed, but catalysis by pen-
tamer 1 provided the adducts albeit with a slow reaction rate;
87% conversion after 25 days. The products had a diastereo-
meric ratio of 85:15 (identical to the ratio obtained by using
‘BuNH, as the catalyst) and the major diastereomer had an
enantiomeric excess of +18%.

Acyclic 1,3-dicarbonyl compounds were also assessed.
Reaction of dimethyl malonate 17 with 8 proceeded slowly
with primary amine catalysis (‘BuNH, or 1), but after 23 days
no ee was measured for the reaction catalysed by 1.
Acetylacetone 18 reacted more quickly, with the catalyst 1 pro-
viding the adduct with 23% enantiomeric excess after 5 days.
Adding steric bulk to the nucleophile by replacing a methyl
with tert-butyl (diketone 19) further increased the ee to 52%
(major) and 44% (minor) without significantly slowing the rate.
Replacing the methyl groups of acetylacetone with tert-butyl
and ethoxy (substrate 20) resulted in similarly slow reaction in
the presence of 1 (no reaction without catalyst) but gave an ee
of 46% in the product, when none had been observed with
dimethyl malonate 17. A phenyl group in the place of tert-butyl
(substrate 21) increased reaction rate but resulted in a lower ee
(to 8%) as well as a decrease in dr (to approx. 1:1 from 95 : 5).

Proposed mechanism

The primary amine of peptide 1 (and of “‘BuNH,) might acceler-
ate the reaction by acting as a base or by forming an enamine.
It was noted that the reaction of 8 with either acetone, propa-
nal or methylpyruvate in the presence of 1 did not proceed
even after 21 days. These compounds are less acidic (e.g. in
DMSO pK, ~ 26.5, (acetone)*®) than the 1,3-dicarbonyl com-
pounds previously employed (e.g. in DMSO, pK, ~ 13.3 (acety-
lacetone),** pK, ~ 15.9 (dimethyl malonate)*’), suggesting the
ease of proton transfer to the primary amine (pkK, of a primary
alkylammonium ~ 11)*¢ is an important factor.

To investigate whether the reactions proceed through inter-
mediate N-terminal enamines with 1 or enolates with proton
transfer to 1, a stoichiometric mixture of ketoester 9 and folda-
mer 1 in CDCl; at ambient temperature was analysed by NMR
spectroscopy. 'H and C NMR spectra showed negligible
changes in the chemical shifts compared to the reagents ana-
lysed separately (see ESI, Fig. S39 and S407), with only small
shifts in the positions of the peptide NH resonances. Adding
dry 4 A molecular sieves to the mixture did not alter these
observations. Although small amounts of reactive imine/
enamine could be present (below the 'H NMR spectroscopy
detection limit of ~5 mol%), imine/enamine species are not
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significant products. Furthermore, adding malonitrile 22,
which cannot form imines, to 8 in the presence of peptide 1
provided the Michael adducts, albeit with negligible enantio-
selectivity (Table 3). This reaction did not proceed in the
absence of 1, suggesting that 1 is acting as a base with this
nucleophile. This latter example shows the absence of signifi-
cant enamine formation does not prevent 1 from catalysing
conjugate addition, although enamine intermediates cannot
be conclusively excluded in all cases.

To determine if the electrophiles interact with the amide
NH groups on the peptides, a "H NMR spectroscopic titration
of B-nitrostyrene 8 (from 0 to 57 equivalents) into peptide 6
(29 mM) in CDCl; at 25 °C was performed (see ESI, Fig. S417).
The addition of nitroalkene induced significant downfield
shifts in two of the three furthest upfield foldamer NH signals
(Aé > 0.17 and >0.47 ppm, ESI Fig. S41 and S42%) indicating
increased hydrogen bonding. The NH resonance that shifts the
most is that which is the furthest upfield, at 6.12 ppm, consist-
ent with a solvent-exposed NH. Fitting of these titration data
gave an association constant of 0.84 M~ (see section 7.2 in the
ESIT), which would give 2.4 mol% of peptide 6 associated with
8 under the catalytic conditions (concentrations of 6 of
30 mM).

Based on these stereochemical observations and the solid
state structure of 1, a possible intermediate structure is ten-
tatively proposed (Fig. 5) that is inspired by those proposed
by Le Bailly et al. and Rénio et al.>***” Weak hydrogen bonds
between the nitro group of the p-nitrostyrene and the
exposed N-terminal amide NHs of the foldamer (NH, and
NH,, which undergo the largest A§ upon addition of 8, see
Fig. S41%) position the electrophile adjacent to the amine.
Steric effects are proposed to orient the phenyl group away
from the helix. The primary amine hydrogen bonds with the
acidic proton of the nucleophile, mediating its transfer as
the reaction proceeds. This defined spatial arrangement of
the reagents is proposed to favour approach of the nucleo-
phile to the si face of the electrophilic carbon, producing a
R configuration at the 1’ position. To obtain the S configur-
ation at the 1 position (a to the ester), the ester should also
be oriented away from the helix. The proposed transfer of
the nucleophile proton to the primary amine would account
for the sharp drop in reaction rates as the pK, of the nucleo-
phile increases.

Fig. 5 Proposed ternary complex of the P-helical conformer of 1 with
8 and 9 that accounts for the stereochemistry in the major product 10a.
X-ray crystallography shows peptide 1 should fold into a P 314 helix. The
amine is proposed to act as a base and the exposed N-terminal NH
groups are shown as binding to the nitroalkene, as suggested by 'H
NMR spectroscopy titration data.

This journal is © The Royal Society of Chemistry 2023
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Conclusions

Several 3,, helical peptides bearing only the N-terminal
primary amine and amide backbone functional groups
common to simple unmodified peptides have been shown to
catalyse conjugate addition to nitroalkenes. Two peptides,
(Aib),(1-Ala)NH'Bu 1 and (Aib),(p-Phe)NH'Bu 5 produced sig-
nificant but opposite enantiomeric excesses (ee) in a bench-
mark conjugate addition reaction. Folding into 3, helices is
proposed to allow the chirality of each C-terminal residue to
be relayed over 0.9 nm to the reactive amine site. Despite the
absence of bespoke recognition groups in 1, the best ee for the
1-catalysed addition to p-nitrostyrene is similar to that reported
for an Aib-rich peptide functionalised with Takemoto’s
designed secondary amine/urea catalyst.****” The inversion of
ee when using (Aib),(p-Phe)NH'Bu 5 as the catalyst indicates
that the conformational preference of the chiral C-terminal
residue, which is relayed along the 3;, helix to the N-terminal
reactive site, determines enantioselectivity.

Catalysis of conjugate additions was only successful for the
reaction of nitroalkenes with compounds that could be rela-
tively easily transformed into an enolate (or enolate ana-
logue). In conjunction with the lack of spectroscopically
identifiable imine/enamine intermediates, this latter obser-
vation is consistent with the primary amine acting as a
Brgnsted base. The observation of a good ee was limited to
catalysis by 1 or 5, with reactant screening showing a 1,3-
dicarbonyl substrate with steric bulk on one side was
required. Replacing the phenyl substituent on nitroalkene 8
with an alkyl substituent still produced an ee in the adduct
mixture, but to a lower extent. The best ee was obtained for
the 1-catalysed reaction between 8 and 9, which was +54% in
chloroform solution and +69% as a neat mixture. Decreasing
the peptide length by removing Aib residues from 1 led to a
loss of catalysis, which was ascribed to poorer solubility of
peptide 4. We speculate that the lower than expected ee for
catalysis by nonameric peptide 3 compared to pentapeptide 1
may be due to the shorter peptide adopting additional confor-
mations, as implied by the amide I band in the FTIR spec-
trum. These may permit the adoption of alternative transition
states that produce greater stereocontrol.

Given that both Aib and alanine have been produced under
proposed prebiotic conditions*® and given that enantio-
selective catalysis is a key biological function, the observation
of a +69% ee for catalysis by 1 under solvent-free conditions
shows how even achiral residues like Aib might play a role in
enantioselective catalysis by simple prebiotic peptides.
Enantioselective catalysis by 1, 3 and 5 are also examples of
remote chiral control over catalysis by folded peptides*>*® and
foldamers.>>** This work contributes to our efforts to develop
molecules able to transfer chiral information along nanometre
distances; the effective relay of chiral information from either
t-Ala or p-Phe along the 1 nm length of peptides 1 or 5 to the
catalytic site is an important step towards this goal. Expanding
the range of catalysed reactions and improving helical control
will be key objectives in future work.

This journal is © The Royal Society of Chemistry 2023
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